Selection of single chain fragment variables with direct coating of aflatoxin B1 to enzyme-linked immunosorbent assay plates.
Most selections of antihapten recombinant antibodies from antibody libraries were against hapten-carrier conjugates, which are different from free haptens in antigen specificity and often mislead the screening due to immunodominant epitopes in carriers. In the present study, aflatoxin B(1) (AFB(1)) was directly coated to enzyme-linked immunosorbent assay (ELISA) plates and anti-AFB(1) single chain fragment variables (scFvs) were selected with the AFB(1)-coated plates. Compared to the selection against AFB(1)-bovine serum albumin conjugate (31 positives out of 46 random clones), the isolated scFvs against AFB(1) (44 positives out of 46 random clones) showed higher specificities for AFB(1). The clone H4 with K(D) of 9.8 x 10(-11) M to AFB(1)-BSA and K(D) of 1.2 x 10(-12) to AFB1 was sequenced. In addition, polymerase chain reaction-denaturing gradient gel electrophoresis (PCR-DGGE) was applied to describe the biopanning for the first time. Our research presents a quick and robust selection technique for antihapten recombinant antibody from large naive libraries.